were treated with control siRNA (control) or siRNAs specific to Kif5B or to KLC1. 48-72 hours post-transfection (h.p.t) cells were either infected with HIV-1-VSV-luc (A) or HIV-1-WT-luc (B) followed by measurements of luciferase activity, or were lysed and analyzed by WB (C-F) to confirm depletion of Kif5B or KLC1. GAPDH was used as loading control. (A-B) Data shown as mean ± SD. (G-H) siRNA-treated NHDFs or CHME3 cells as in A or B were subjected to infection with HIV-1-VSV-GFP-Vpr (G) or HIV-1-WT-GFP-Vpr (H) followed by live cell imaging of particle movement (Supplemental Movie 1 and Movie 2, respectively). Still images from Movie 1 (G) and Movie 2 (H) at the indicated time points are shown. Nuclei were outlined using Fiji. (I-J) Quantification of the percentage of virions within 2µm of the nucleus in infected cells at indicated time points. n≥ 14 NHDF (I) and n≥ 9 CHME3 (J) and an average of 43-98 and 41-79 viral particles per NHDF or CHME3, respectively. Results are representative of three or more independent experiments, and error bars represent standard deviation. is shown by WB analysis using anti-capsid p24 antibodies and anti-p24 ELISA. The amount of cell associated (surface-bound and internalized virus) in total cell lysates, along with soluble and particulate (Pellet) capsid were determined by WB analysis using anti-capsid p24 antibodies at 3 h.p.i. PF74 (10 µM) was used as control to destabilize capsids. (B) Binding of FEZ1 or FEZ1-S58A to in vitro assembled HIV-1 CA-NC complexes. 293T cells were transfected with plasmids expressing HA-tagged GAPDH (GAPDH-A) as negative control, full-length C' terminally flag-tagged FEZ1 (FEZ1-Flag) or a C' terminally flag-tagged FEZ1 mutant unable to bind kinesin-1 (S58A-Flag). Cells were lysed 36 h.p.t. and lysates incubated at room temperature for 1 h with in vitro assembled HIV-1 CA-NC complexes. Samples were taken either before (Input) or after sedimentation through a 70% sucrose cushion (Pellet) and analyzed by WB using indicated antibodies. Results are representative of three or more independent experiments. 
